Exploration of the two-photon excitation spectrum of fluorescent dyes at wavelengths below the range of the Ti:Sapphire laser by Trägårdh, J. et al.
Strathprints Institutional Repository
Trägårdh, J. and Robb, G. and Amor, R. and Amos, W. B. and Dempster, 
J. and McConnell, G. (2015) Exploration of the two-photon excitation 
spectrum of fluorescent dyes at wavelengths below the range of the 
Ti:Sapphire laser. Journal of Microscopy. ISSN 0022-2720 , 
http://dx.doi.org/10.1111/jmi.12255
This version is available at http://strathprints.strath.ac.uk/52311/
Strathprints is  designed  to  allow  users  to  access  the  research  output  of  the  University  of 
Strathclyde. Unless otherwise explicitly stated on the manuscript, Copyright © and Moral Rights 
for the papers on this site are retained by the individual authors and/or other copyright owners. 
Please check the manuscript for details of any other licences that may have been applied. You 
may  not  engage  in  further  distribution  of  the  material  for  any  profitmaking  activities  or  any 
commercial gain. You may freely distribute both the url (http://strathprints.strath.ac.uk/) and the 
content of this paper for research or private study, educational, or not-for-profit purposes without 
prior permission or charge. 
Any  correspondence  concerning  this  service  should  be  sent  to  Strathprints  administrator: 
strathprints@strath.ac.uk
Journal of Microscopy, 2015 doi: 10.1111/jmi.12255
Received 5 February 2015; accepted 20 March 2015
Exploration of the two-photon excitation spectrum of fluorescent
dyes at wavelengths below the range of the Ti:Sapphire laser
J . T R A¨ G A˚ R D H ∗, G . R O B B ∗, R . A M O R ∗, W . B . A M O S ∗,†, J . D E M P S T E R ∗ & G . M CC O N N E L L ∗
∗Centre for Biophotonics, Strathclyde Institute for Pharmacy and Biomedical Sciences, University of Strathclyde, Glasgow, U.K.
†MRC Laboratory of Molecular Biology, Cambridge, U.K.
Key words. Fluorescent dyes, microscopy, multiphoton microscopy, 3T3 cells.
Summary
We have studied the wavelength dependence of the two-
photon excitation efficiency for a number of common UV ex-
citable fluorescent dyes; the nuclear stains DAPI, Hoechst and
SYTOX Green, chitin- and cellulose-staining dye Calcofluor
White and Alexa Fluor 350, in the visible and near-infrared
wavelength range (540–800 nm). For several of the dyes, we
observe a substantial increase in the fluorescence emission in-
tensity for shorter excitation wavelengths than the 680 nm
which is the shortest wavelength usually available for two-
photon microscopy. We also find that although the rate of
photo-bleaching increases at shorter wavelengths, it is still
possible to acquire many images with higher fluorescence in-
tensity. This is particularly useful for applications where the
aim is to image the structure, rather than monitoring changes
in emission intensity over extended periods of time. We mea-
sure the excitation spectrum when the dyes are used to stain
biological specimens to get a more accurate representation of
the spectrum of the dye in a cell environment as compared to
solution-based measurements.
Introduction
Two-photon microscopy is an important tool for imaging bi-
ological specimens, because of its inherent sectioning capa-
bility and negligible level of photo-bleaching away from the
focal plane. Additionally, the use of longer excitation wave-
lengths reduces scattering, allowing imaging deeper into tis-
sue as compared to one-photon excitation (Denk et al., 1990,
2006; Diaspro et al., 2005, 2006). For UV excitable dyes in
particular, such as DAPI, and a number of intrinsic chro-
mophores such as NADH (Xu et al., 1996; Zipfel et al., 2003;
Li et al., 2009;) and tryptophan (Li et al., 2009), using two-
photon excitation potentially significantly reduces the risk of
photo-damage as compared to using the UV light required for
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one-photon excitation (Sako et al., 1997). There are also a
number of ratiometric dyes for measuring ion concentrations
in the cell (Bliton et al., 1993), that are UV excitable, mak-
ing two-photon excitation potentially advantageous for cell
physiology measurements. The most commonly used laser for
two-photon microscopy is the ultrashort pulsed Ti:Sapphire
laser, with a wavelength emission range of 680–1080 nm.
A number of studies (Xu & Webb, 1996; Xu et al., 1996;
Zipfel et al., 2003; Drobizhev et al., 2011) have shown that for
many UV excitable fluorophores, the two-photon excitation
efficiency increases towards shorter wavelengths and is still
rising at the point where the lower limit of wavelengths avail-
able from the Ti:Sapphire laser is reached. This suggests that
there could be an advantage to using visible wavelengths for
two-photon excitation of UV excitable chromophores. There
have been a number of efforts to improve the fluorescence sig-
nal intensity yield from UV excitable dyes by using two-photon
excitation wavelengths shorter than 680 nm, generated by
optical parametric oscillators (OPOs) (McConnell et al., 2003;
Balaji et al., 2004; Botchway et al., 2008; Li et al., 2010, 2011;
Norris et al., 2012b) (with or without frequency doubling or
sum-frequency mixing), nonlinear visible light generation in
photonic crystal fibres pumped by a Ti:Sapphire laser (Palero
et al., 2005; Li et al., 2009), or a high-power CW laser (Bian-
chini & Diaspro, 2012) as well as by simultaneous absorption
of two different excitation wavelengths in the sample (Quent-
meier et al., 2009). Such short-wavelength two-photon imag-
ing has been employed both for UV excitable fluorescent dyes
(McConnell et al., 2003; Bianchini & Diaspro, 2012; Norris
et al., 2012b) and intrinsic fluorophores such as tryptophan
(Palero et al., 2005; Li et al., 2009, 2010), serotonin (Balaji
et al., 2004; Botchway et al., 2008), haemoglobin (Li et al.,
2009) and NADH (Li et al., 2009). However, these studies are
only comparing imaging with visible wavelengths to imag-
ing using near-infrared wavelengths from a Ti:Sapphire laser
at a single visible excitation wavelength. The two-photon
absorption spectrum does not necessarily match the one-
photon absorption spectrum because of the different quantum
mechanical selection rules governing the light absorption (Xu
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et al., 1996; Bestvater et al., 2002; Makarov et al., 2008;
Drobizhev et al., 2011), so in order to optimize the excita-
tion efficiency for fluorescence imaging there is a need to
measure the wavelength-dependent excitation efficiency of
the dyes. There exist few, and only solution-based, data of
wavelength-dependent two-photon excitation efficiency for
excitation wavelengths shorter than 680 nm (Bestvater et al.,
2002; Makarov et al., 2008; Drobizhev et al., 2011; Li et al.,
2011). The absorption and excitation spectrum for a dye in
solution can be quite different from those when the dye is in
a biological environment (Lakowicz, 2006). In particular for
nuclear stains such as SYTOX Green and DAPI, which are
almost nonfluorescent when not bound to DNA (Kapuscinski,
1995; Roth et al., 1997), the solution should at least con-
tain DNA as well as the dye under study. For DAPI, there is
also a shift in the absorption spectrum when bound to DNA
(Kapuscinski, 1995).
In this paper, we show the wavelength-dependent two-
photon excitation efficiency for a number of UV excitable
fluorescent dyes, and compare the photo-bleaching rate
for the most efficient visible light excitation and excitation
within the Ti:Sapphire range. To overcome the limitations of
solution-based measurements discussed above, all the data
were obtained with the dyes used as fluorescent labels within
biological specimens. Additionally, we discuss the intensity-
dependent photo-bleaching rate for the commonly used
fluorescent marker DAPI. We show that with excitation in the
visible wavelength range, the fluorescence emission intensity
is up to 10 times higher than that obtained with the most
efficient excitation available using the standard near-infrared
excitation wavelengths from the Ti:Sapphire laser.
Experimental
Sample preparation
We investigated the two-photon excitation spectrum, photo-
bleaching behaviour and excitation power dependence of the
fluorescence signal for the dyes DAPI, Hoechst 33258, SYTOX
Green, AlexaFluor 350 and Calcofluor White.
For investigating DAPI and Hoechst 33258, 3T3-L1 cells
were grown at 37°C, 5% CO2 in T75 culture flasks using Dul-
becco’s modified Eagle’s medium (Life Technologies, Carlsbad,
CA, USA) supplemented with 10% Foetal Bovine Serum heat
inactivated (Life Technologies), 100 units mL-1 penicillin and
100 µg mL-1 streptomycin (Life Technologies). Cells were reg-
ularly passaged to maintain exponential growth. Twenty-four
hours before staining, at 80% confluency, cells were treated
with StemPro Accutase Cell Dissociation Reagent (Life Tech-
nologies), diluted 1:10 with fresh medium (approximately 1
× 105 cells mL-1) and transferred to uncoated glass cover
slips in 12 well plates (1 µL per well). The 3t3-L1 cells
were fixed for 20 min using 3.7% Paraformaldehyde (Sigma-
Aldrich, St Louis, MO, USA) in Phosphate Buffered Saline
(PBS) pH7.0 (Life Technologies), washed twice in PBS and
stored at 4°C in PBS until staining. For staining the cells
with DAPI, the cover slips were mounted on slides using Vec-
tashield Hard-Set Mounting Medium with DAPI, 1.5 µg mL-1
(Vector Laboratories, Burlingame, CA, USA). For staining the
cells with Hoechst, Hoechst 33258 solution (Sigma-Aldrich)
was diluted to 2 µg mL-1 using PBS and left to stain in the
dark at room temperature for 40 min. The cover slip was
then mounted using Vectashield Hard-Set Mounting Medium
(Vector Laboratories).
The yeast Saccharomyces cerevisiae was maintained on YPD
agar plates containing 1% Yeast Extract (Oxoid), 2% Pep-
tone (Oxoid, Basingstoke, UK), 2% Glucose (Sigma-Aldrich)
and 2% Agar (Sigma-Aldrich), and was incubated at 20°C
for 48 h prior to staining. The yeast cells were transferred
to a glass cover slip via a sterile swab and stained with
Calcofluor White Stain (Fluka Analytical, Buchs, Germany,
Sigma-Aldrich) which was prepared and used as described in
Sigma-Aldrich data sheet 18909.
All samples were imaged immediately, except the DAPI-
stained 3T3 cells which were left to set to avoid specimen
movement during measurements of photo-bleaching.
A 16 µm thick cryostat section of mouse intestine stained
with Alexa Fluor 350 wheat germ agglutinin, Alexa Fluor 568
phalloidin and SYTOX Green nucleic acid stain (Life Technolo-
gies, Fluocell slide #4) was used to investigate the wavelength
dependence of the excitation efficiency of AlexaFluor 350 and
SYTOX Green.
We confirmed that the staining protocols worked by imag-
ing stained samples on a standard wide-field epifluorescence
microscope.
Two-photon microscopy
The two-photon excitation experiments were performed us-
ing a home-built scanning two-photon fluorescence micro-
scope, based around an upright microscope base (Nikon Eclipse
E600FN, Nikon, UK). A full description of this microscope is
given elsewhere (Norris et al., 2012a) so only a brief descrip-
tion of the microscope and modifications made for this exper-
iment is reported here. A schematic of the setup is shown in
Figure 1.
The excitation source was a wavelength-tunable OPO and
frequency mixing system (Coherent Chameleon Compact
OPOVis, Coherent, Glasgow, UK and APE, Berlin, Germany),
pumped by a Ti:Sapphire laser with a repetition rate of 80
MHz. The continuous tuning range of 500–1080 nm that was
available by using both the residual pump beam (680–1080
nm) and the frequency-doubled OPO signal (500–800 nm),
allowed a comparison between visible and near-infrared ex-
citation. The pulse length was measured using an autocorre-
lator (Pulsecheck, APE, Fremont, CA, USA) to be 200 ± 20
fs over the entire wavelength range. The frequency-doubled
OPO signal beam was shaped using a beam expander. The laser
C© 2015 The Authors. Journal of Microscopy published by John Wiley & Sons. Ltd on behalf of Royal Microscopical Society.
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Fig. 1. Schematic of the setup for two-photon microscopy. The frequency-doubled OPO signal (500–800 nm) and the residual pump beam (680–
1080 nm) were filtered by a long-pass filter (LP). BE, beam expander; BS, beam splitter; PD, photodetector monitoring the laser power; ND, neutral
density filter; L1 and L2, scan lens and tube lens. These were different from those used in Norris et al. (2012a) to suit the wavelength range used here. L3,
condenser lens; SP, filters to remove the excitation light; L4, focusing lens for detector (PMT).
output was filtered with a 515 nm long-pass filter (Schott glass
OG515) and the power was adjusted using a neutral density
filter.
The excitation light was focused using a 20x/0.75 N.A.
dry microscope objective (Nikon, Plan Apo, Nikon) for ac-
quiring the images used to construct the excitation spectra,
and a 60x/1.3 N.A. oil immersion objective (Nikon, Plan Apo,
Nikon) for acquiring the images used to quantify the photo-
bleaching and measuring the excitation power dependence of
the fluorescence signal intensity. For imaging the Calcofluor
White-stained yeast cells, all data were acquired using the 20×
objective. The wavelength-dependent transmission (ca 50%)
of the excitation path of the microscope was measured and the
data were corrected for this. The average excitation powers
(Pexc) were measured to be 1–20 mW at the specimen plane.
The fluorescence signal was collected in transmission by the
condenser and detected using non-de-scanned detection and a
photomultiplier tube optimized for short wavelength detection
(PMM01, Thorlabs, Ely, UK). The scan speed was 70 lines s-1,
giving pixel dwell times of 10–20 µs. For all fluorescent dyes
used here except SYTOX Green, the fluorescence signal was
filtered using a 450/80 nm band-pass filter (HQ 450/80,
Chroma Technology, Bellow Falls, VT, USA) and a 533 nm
short-pass filter (FF01/355/SP, Semrock, Inc., Rochester, NY,
USA). At the shortest excitation wavelengths, the 450/80
nm filter was replaced by a 430/50 nm filter, (HQ 430/50-P,
Chroma Technology) to reduce bleed-through of the excitation
light. The spectra generated from the images were corrected for
the different filter transmissions. We measured these transmis-
sions for each dye by acquiring and comparing images with the
different filters at the same excitation wavelength. For SYTOX
Green, a 520/15 nm band-pass filter (FF01-520/15–25, Sem-
rock Inc.) was used together with the 533 nm short-pass filter
to suit the longer emission wavelength of that dye.
The fluorescence intensity decays used to quantify photo-
bleaching were measured by irradiating the specimen con-
tinuously and acquiring images from a single focal plane of
each specimen over a period of time. We chose to compare the
fluorescence intensity decay for the excitation wavelengths
that gave the strongest signal within and outside the
Ti:Sapphire wavelength range, respectively. The laser power
was monitored using a photodetector (DET100A, Thorlabs)
and the intensity decays were corrected for the fluctuations in
the laser power (a few per cent), averaged over a full frame.
A polynomial was fitted to the laser power measurement and
then used to correct the fluorescence intensity decays. This
corrects for overall changes in laser power as necessary for
quantifying the photo-bleaching, but not for faster changes in
excitation power within or in between frames. To minimize
the impact of photo-bleaching on the excitation spectra, par-
ticularly for the shorter excitation wavelengths, each sample
area was imaged with only a few wavelengths, in overlapping
ranges, instead of imaging a single area at all wavelengths.
The data were then normalized between sets. The excitation
power was the same for all points in the spectra to within 10%,
and we corrected the spectra for these small power differences.
For DAPI and Calcofluor White, the measurement points at
the shortest excitation wavelengths were measured at half
the power to avoid rapid photo-bleaching and the data were
corrected for this. As both excitation powers were below the
saturation effects visible in the excitation power-dependent
measurement, this did not skew the spectral data.
Results and discussion
The complete excitation spectrum for DAPI is shown in Figure
2(A), clearly showing the more efficient excitation at the
visible wavelengths obtained from the OPO, as compared
to the wavelength range available with the Ti:Sapphire
laser alone (also indicated in the figure). Each data point is
averaged over at least 16 cells from 1–2 regions of interest,
over 2 different samples. The error bars indicate the SD over
the data set. Since the photo-bleaching and sample damage
was excessive at the shortest wavelengths available from
the laser system, we only studied the excitation wavelength
range above 530 nm. Indeed, the measured fluorescence
C© 2015 The Authors. Journal of Microscopy published by John Wiley & Sons. Ltd on behalf of Royal Microscopical Society.
4 J . T R A¨ G A˚ R D H E T A L .
(A)
(B) (C)
Fig. 2. (A) The measured two-photon excitation spectrum for DAPI. The data points are indicated with diamonds and the lines are a guide to the eye.
The error bars indicate the SD over the data set. The wavelength range available with the Ti:Sapphire laser alone, and by frequency doubling is indicated
in the figure. (B, C) DAPI-stained 3T3 cells imaged with excitation wavelengths of (B) 590 nm and (C) 680 nm at the same excitation power (Pexc =
5 mW), for two different sample areas within the same specimen. Scalebar is 20 µm.
signal intensity was five times higher with an excitation
wavelength of 580 nm compared to the shortest available
wavelength from the Ti:Sapphire laser, 680 nm, which was
also the most efficient excitation wavelength within the
range of the Ti:Sapphire fundamental. Fluorescence images of
DAPI-labelled nuclei within 3T3 cells excited at: (1) 590 and
(2) 680 nm with the same time-averaged excitation power
at the specimen plane are shown in Figures 2(B) and (C).
Samples that were not stained showed no autofluorescence,
and thus we attribute the signal to fluorescence from DAPI.
As shown in Figure 3(A), the photo-bleaching rate was
higher for the shorter excitation wavelengths. Despite this,
because of the higher excitation efficiency at the shorter
wavelengths, the fluorescence intensity remains higher
in the images acquired at those wavelengths for a large
number of frames. This is illustrated in Figure 3(B), where the
fluorescence intensity decays in Figure 3(A) were rescaled
by multiplying with the relative excitation efficiency for that
wavelength, in effect, plotted as a (scaled) actual intensity,
rather than normalized intensity. The noise in the signal was
primarily due to noise in the laser intensity, which was ampli-
fied by the intensity-squared dependence of the fluorescence
intensity on the excitation power. We only corrected for the
power averaged over a frame and any fluctuations within the
acquisition time still remained in the data. The error bars in
Figure 3(A) represent the SD in the normalized signal for a
minimum of 12 cells from 4 areas within 2 samples. The error
bars reflect a combination of noise due to intensity fluctuations
of the laser and a distribution of photo-bleaching rates between
cells.
The photo-bleaching rate also depended on the excitation in-
tensity. Figure 4(A) shows the power-dependent fluorescence
signal intensity decays for excitation at 590 nm using exci-
tation powers of Pexc = 10.5, 5.5 and 2.5 mW, respectively.
The error bars represent the SD in the normalized signal for
a minimum of 13 cells from 3 areas within 2 samples. This
clearly shows the reduced photo-bleaching rate at lower ex-
citation power, and indicates that the photo-bleaching rate
scaled nonlinearly with the excitation power. For compari-
son, the fluorescence intensity decay for excitation at 680 nm
is also shown. For excitation at 680 nm, a lower excitation
intensity did not substantially reduce the already low photo-
bleaching rate within the measurement uncertainty (data not
shown), and increasing the excitation power to increase the
signal gave rise to rapid sample damage, which may arise from
sample heating.
C© 2015 The Authors. Journal of Microscopy published by John Wiley & Sons. Ltd on behalf of Royal Microscopical Society.
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(A) (B)
Fig. 3. (A) Normalized intensity decays for DAPI-labelled cell nuclei in 3T3 cells excited at four different wavelengths. The wavelength and excitation
powers are 730 nm and Pexc = 9 mW (black line), 680 nm and Pexc = 9 mW (green line), 607 nm and Pexc = 10.5 mW (red line) and 590 nm and
Pexc = 10.5 mW (blue line). The pixel dwell time was 14 µs and the frame rate 0.14 frames/s. The error bars indicate the SD over the data set. (B) The
same fluorescence intensity decays plotted as actual signal (not normalized), illustrating that the emission intensity remained higher for a large number
of frames for the shorter excitation wavelengths.
(A) (B)
Fig. 4. (A) Fluorescence intensity decays for DAPI for 590 nm excitation at powers of Pexc = 2.5 (red line), 5.5 (green line) and 10.5 mW (blue line) and
for comparison, the fluorescence decay for excitation at 680 nm and Pexc = 9 mW (black line, error bars omitted for clarity). The pixel dwell time was
14 µs and the frame rate 0.14 frames/s. (B) Excitation power dependence of the fluorescence signal for excitation at 730 nm (diamonds) and 590 nm
(triangles). The solid lines are a fitted linear dependence. The data are from each one sample area containing 2 and 4 cells, respectively. The horizontal
error bars represent the uncertainty (<0.25 mW) in the laser power measurement, and the vertical error bars the SD in the normalized fluorescence
intensity from the cells in that region of interest.
From our data, we can conclude that for these specimens the
photo-bleaching rate scales faster than linear with the excita-
tion power, but not with an order (n) higher than 2. This is in
contrast to the literature finding orders of n > 3 for several flu-
orophores (Patterson & Piston, 2000; Kalies et al., 2011) and
n=2 for Hoechst 33342 (Kalies et al., 2011). The fact that the
photo-bleaching rate is wavelength-dependent and increases
at shorter excitation wavelengths is, however, in agreement
with Patterson & Piston (2000) and Bush et al. (2007). Also,
in agreement with Patterson & Piston (2000) and Bush et al.
(2007), we observe that the photo-bleaching rate is not simply
increased for a less efficient excitation wavelength, where the
number of excess photons that can lead to further absorption
from the excited state is large, nor does it scale with the num-
ber of excitation events, that is, the photo-bleaching rates in
Figure 3(A) are not proportional to the excitation efficiency
in Figure 2(A). Additionally, the photo-bleaching rate can de-
pend on the repetition rate of the laser source (Donnert et al.,
2007).
Figure 4(B) shows a log-log plot of the excitation power de-
pendence of the fluorescence intensity. A straight line fit to the
data (for excitation powers less than Pexc=7 mW) gave a slope
of 1.79± 0.01 for excitation at 730 nm and 1.72± 0.01 for
excitation at 590 nm, confirming the two-photon excitation
process for both wavelengths. The slope is an average over data
from a minimum of 12 cells from 2 areas within 2 samples. At
short wavelengths, there was some saturation of the fluores-
cence intensity at higher excitation powers, evident from the
gradually decreasing slope with increasing excitation power.
This was not mainly an effect of photo-bleaching, which was
verified by acquiring an image at lower excitation power after
the data sets were acquired.
C© 2015 The Authors. Journal of Microscopy published by John Wiley & Sons. Ltd on behalf of Royal Microscopical Society.
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(A) (B)
(C)
Fig. 5. Excitation spectra for (A) Hoechst 33258 with Pexc = 5 mW,
(B) Calcofluor White with Pexc = 2.5 mW and (C) SYTOX Green (black
diamonds and line) and AlexaFluor 350 (red crosses and line) with Pexc =
10 mW.
The measured two-photon excitation spectra for Hoechst
33258, Calcofluor White and SYTOX Green are shown in
Figures 5(A)–(C), respectively. Clearly, also for these fluores-
cent dyes, the excitation was more efficient for visible wave-
lengths than for wavelengths above 680 nm. The excitation
is up to 7 times more efficient for Hoechst 33258 and up to
10 times more efficient for Calcofluor White for excitation at
visible wavelengths as compared to wavelengths longer than
680 nm. However, as can be seen from Figure 5(C), this was
not the case for AlexaFluor 350, which was most efficiently
excited at around 715 nm. The peak at about 715 nm in
the excitation spectrum for SYTOX Green was likely cross-talk
from emission from AlexaFluor 350. For Calcofluor White, the
drop in excitation efficiency at wavelengths shorter than 590
nm was not expected from its one-photon absorption (Hoch
et al., 2005), and was possibly partly due to the presence of
the counterstain Evans blue in the dye mixture, since that has
a one-photon absorption at these shorter wavelengths (Hed &
Dahlgren, 1983). This spectrum was acquired at a lower power
of Pexc=2.5 mW compared to the other fluorescent dyes, since
the photo-bleaching was rapid and there was a clear satura-
tion of the fluorescence intensity for higher excitation powers
(data not shown). Each data point in the spectrum is an aver-
age over a minimum of 13 cells from 3 areas over 2 samples
for Hoechst 33258, hundreds of cells from 2 samples for Cal-
cofluor White, 23 cells from 2 sample areas for Alexa 350, and
100–200 cells from 6 areas for SYTOX Green.
The fluorescence intensity decays at two different excitation
wavelengths for Hoechst 33258, Calcofluor White and SYTOX
Green are shown in Figures 6(A)–(C), respectively. For all these
fluorescent dyes, as was the case for DAPI, the photo-bleaching
is faster for shorter excitation wavelengths. Also, here, despite
the higher photo-bleaching rate, a large number of frames
can be acquired with stronger signal at the shorter excitation
wavelength. The data in Figures 6(A)–(C) are an average over
at least 12 cells from 4 areas on 1 sample for Hoechst 33258,
hundreds of cells from 2 areas on 1 sample for Calcofluor
White, and at least 19 cells from 2 areas for SYTOX Green for
each excitation wavelength.
For Hoechst 33258, the photo-bleaching rates were clearly
higher than for DAPI, possibly making it a less reliable alter-
native to DAPI for fixed cells. For SYTOX Green, in order to
only compare the fluorescence intensity decay due to emission
from SYTOX Green, and avoiding to excite AlexaFluor 350,
we chose to acquire the fluorescence decays and study the exc-
itation power dependence of the fluorescence signal with
excitation at 580 and 690 nm, rather than comparing the
excitation wavelengths that gave maximum emission inten-
sity in the visible wavelength range and within the range of
the Ti:Sapphire laser. For this sample, the tissue is mounted
in an antifade agent by the manufacturer, which reduces the
absolute rate of photo-bleaching. Thus, the absolute rate of
photo-bleaching cannot be compared with the other dyes. The
effect of the antifade agent on the photo-bleaching dynamics
is also not clear, and it could be the cause of the more linear
intensity decay for short wavelength excitation, as compared
to the clearly exponential decay observed for the other dyes
studied here. Nevertheless, we still see a difference in the rate
of photo-bleaching for different excitation wavelengths.
Log-log plots of the excitation power dependence of the
fluorescence signal at two excitation wavelengths for Hoechst
33258, Calcofluor White and SYTOX Green are shown in
Figures 6(D)–(F), respectively. The excitation wavelengths are
the same as those used for the fluorescence intensity decays.
For all the fluorescent dyes, the slope of a linear fit to the data
revealed the nonlinear excitation process. For SYTOX Green,
however, the slope of the fit was only 1.36±0.03 for excitation
at 580 nm, possibly due to substantial competing one-photon
absorption. This is corroborated by that at a slightly higher
excitation wavelength of 600 nm, which should have
substantially smaller one-photon absorption cross-section,
the slope of the fitted line was 1.53± 0.04, indicating a more
nonlinear absorption process. Note that we are, nevertheless,
detecting the emission resulting from the two-photon exci-
tation process at 580 nm, since the detection wavelength is
clearly shorter than the excitation wavelength. The photo-
bleaching rate for excitation at 580 nm was similar to that
at excitation with 600 nm (data not shown), indicating that
the photo-bleaching rate was not substantially affected by the
one-photon absorption at 580 nm. The slope of the fitted line
for excitation at 680 nm was 1.76±0.01. For AlexaFluor 350
and excitation at 730 nm, the slope of the fitted line was 1.98±
0.01 (data not shown). For Calcofluor White, the linear fits
gave gradients of 1.8 ± 0.2 and 1.89 ± 0.04 for excitation
at 590 and 720 nm, respectively, and for Hoechst 33258 the
gradient of the straight line fit for excitation powers less than
Pexc = 5 mW was 1.56 ± 0.01 and 1.7 ± 0.01 for excitation
at 560 and 717 nm, respectively. For Hoechst 33258,
C© 2015 The Authors. Journal of Microscopy published by John Wiley & Sons. Ltd on behalf of Royal Microscopical Society.






Fig. 6. (A) Fluorescence intensity decay for Hoechst 33258 with excitation at 560 nm and Pexc = 5 mW (green line) and 717 nm and Pexc = 4 mW
(red line). The pixel dwell time was 18 µs and the frame rate 0.18 frames/s. (B) Fluorescence intensity decay for Calcofluor White for excitation at 590
and 720 nm, both with Pexc = 6 mW. The pixel dwell time was 9 µs and the frame rate 0.09 frames/s. (C) Fluorescence intensity decays for SYTOX
Green for excitation at 580 nm and Pexc = 10.5 mW and 690 nm, Pexc = 10 mW. The pixel dwell time was 18 µs and the frame rate 0.18 frames/s.
(D) Excitation power dependence of the fluorescence signal for Hoechst 33258 with excitation at 560 nm (green diamonds) and 717 nm (red rings). The
solid lines are a fitted linear dependence. The data are from each one sample area containing 4 and 6 cells, respectively. (E) Excitation power dependence
of the fluorescence signal for Calcofluor White for excitation at 590 nm (green crosses) and 720 nm (red diamonds).The solid lines are a fitted linear
dependence. Each data set is from one sample area containing hundreds of cells. (F) Excitation power dependence of the fluorescence signal for SYTOX
Green for excitation at 580 nm (green crosses), 600 nm (black crosses) and 690 nm (red circles). The solid lines are a fitted linear dependence. The data
are from each one sample area containing 10, 12 and 10 cells, respectively.
substantial saturation effects were visible also at moderate
excitation powers for excitation at the shorter wavelength.
By contrast to the fluorescence intensity saturation visible
for DAPI, here the apparent saturation is partly due to photo-
bleaching.
The slopes are averaged over 11 cells from 3 areas over 2
sample for excitation at 560 nm and 12 cells from 2 areas on
1 sample for excitation at 717 nm for Hoechst 33258, over
hundreds of cells from 2 areas on 1 sample for each of the
excitation wavelengths for Calcofluor, and over 20 cells from
2 areas excitation at 580 and 690 nm and over 12 cells from 1
area for excitation at 600 nm for SYTOX Green. In the log-log
plots, the horizontal error bars represent the uncertainty in
the laser power measurement, and the vertical error bars the
C© 2015 The Authors. Journal of Microscopy published by John Wiley & Sons. Ltd on behalf of Royal Microscopical Society.
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SD in the normalized fluorescence intensity from the cells in
that region of interest.
Finally, we point out that although the scattering and one-
photon absorption in tissue would be somewhat higher at these
shorter wavelengths, as compared to the wavelength range
of about 700–1000 nm usually employed in two-photon mi-
croscopy, this is not necessarily a large effect, since in biological
materials the relevant scattering is Mie scattering rather than
Rayleigh scattering, and so is not as strongly dependent on
wavelength. Additionally, these effects are likely offset by the
more efficient excitation of the dyes at these wavelengths. Nev-
ertheless, employing short-wavelength two-photon excitation
for these UV excitable chromophores allows efficient excitation
with wavelengths much more benign than UV light.
Conclusion
In conclusion, we have shown that for a number of com-
mon UV excitable fluorescent dyes; the nuclear stains DAPI,
Hoechst 33258 and SYTOX Green and chitin- and cellulose-
staining dye Calcofluor White, there is an increased excita-
tion efficiency (of up to 10-fold) when visible wavelengths are
used for two-photon excitation, as compared with using the
wavelength range available directly from a Ti:Sapphire laser
(680–1080 nm). We also find that although the rate of photo-
bleaching increases at shorter wavelengths, it is still possible
to acquire many images with a higher signal level, making
this excitation regime potentially interesting for rapid images
of samples, and allowing use of lower excitation intensities,
which could be beneficial for imaging live specimens.
Acknowledgements
We thank Dr. L. Chamberlain (SIPBS, University of Strath-
clyde) for supplying the 3T3 cells. This research was sup-
ported in part by the MRC grant MR/K015583/1 and the
EPSRC grant EP/I006826/1. The data associated with this re-
search is available at University of Strathclyde’s Knowledge-
Base, http://pure.strath.ac.uk/portal/.
References
Balaji, J., Desai, R. & Maiti, S. (2004) Live cell ultraviolet microscopy: a
comparison between two- and three-photon excitation. Microsc. Res.
Techniq. 63(1), 67–71.
Bestvater, F., Spiess, E. & Stobrawa, G., et al. (2002) Two-photon fluores-
cence absorption and emission spectra of dyes relevant for cell imaging.
J. Microsc. 208(2), 108–115.
Bianchini, P. & Diaspro, A. (2012) Fast scanning STED and two-photon
fluorescence excitation microscopy with continuous wave beam. J. Mi-
crosc. 245(3), 225–228.
Bliton, C., Lechleiter, J. & Clapman, D.E. (1993) Optical modifications en-
abling simultaneous confocal imaging with dyes excited by ultraviolet-
and visible-wavelength light. J. Microsc. 169, 15–26.
Botchway, S.W., Parker, A.W., Bisby, R.H. & Crisostomo, A.G. (2008)
Real-time cellular uptake of serotonin using fluorescence lifetime imag-
ing with two-photon excitation. Microsc. Res. Techniq. 71(4), 267–273.
Bush, P.G., Wokosin, D.L. & Hall, A.C. (2007) Two-versus one photon
excitation laser scanning microscopy: critical importance of excitation
wavelength. Front. Biosci. 12, 2646–2657.
Denk, W., Strickler, J.H. & Webb, W.W. (1990) 2-photon laser scanning
fluorescence microscopy. Science 248, 73–76.
Denk, W., Piston, D.W. & Webb, W.W. (2006) Multi-photon molecular
excitation in laser-scanning microscopy. Handbook of Biological Confocal
Microscopy (eds. by Pawley, J.), 3rd edn. pp. 535–549. Springer US, New
York, NY, USA.
Diaspro, A., Chirico, G. & Collini, M. (2005) Two-photon fluorescence exci-
tation and related techniques in biological microscopy. Q. Rev. Biophys.
38(2), 1–72.
Diaspro, A., Chirico, G., Usai, C., Ramoino, P. & Dobruki, J. (2006). Pho-
tobleaching. Handbook of Biological Confocal Microscopy (eds. by Pawley,
J.), 3rd edn., pp. 690–702. Springer US, New York, NY, USA.
Donnert, G., Eggeling, C. & Hell, S.W. (2007) Major signal increase in
fluorescence microscopy through dark-state relaxation. Nat. Methods
4, 81–86.
Drobizhev, M., Makarov, N.S., Tillo, S.E., Hughes, T.E. & Rebane, A. (2011)
Two-photon absorption properties of fluorescent proteins. Nat. Methods
8(5), 393–399.
Hed, J. & Dahlgren, C. (1983) A simple fluorescence technique to stain
the plasma membrane of human neutrophils. Histochem. Cell Biol. 79,
105–110.
Hoch, H.C., Galvani, C.D., Szarowski, D.H. & Turner, J.N. (2005) Two
new fluorescent dyes applicable for visualization of fungal cell walls.
Mycologia 97, 580–588.
Kalies, S., Kuetemeyer, K. & Heisterkamp, A. (2011) Mechanisms of high-
order photobleaching and its relationship to intracellular ablation.
Biomed. Opt. Express 2(4), 805–816.
Kapuscinski, J. (1995) DAPI: a DNA-specific fluorescent probe. Biotech.
Histochem. 70(5), 220–233.
Lakowicz, J.R. (2006) Principles of Fluorescence Spectroscopy. 3rd edn.
Springer, Boston, MA.
Li, D., Zheng, W. & Qu, J.Y. (2009) Two-photon autofluorescence mi-
croscopy of multicolor excitation. Opt. Lett. 34(2), 202–204.
Li, C., Pitsillides, C., Runnels, J.M., Coˆte´, D. & Lin, C.P. (2010) Multiphoton
microscopy of live tissues with ultraviolet autofluorescence. IEEE J. Sel.
Topi. Quantum Electron. 16(3), 516–523.
Li, D., Zheng, W., Zhang, W., Teh, S.K., Zeng, Y., Luo, Y. & Qu, J.Y. (2011)
Time-resolved detection enables standard two-photon fluorescence mi-
croscopy for in vivo label-free imaging of microvasculature in tissue.
Opt. Lett. 36(14), 2638–2640.
Makarov, N.S., Drobizhev, M. & Rebane, A. (2008) Two-photon absorp-
tion standards in the 550–1600 nm excitation wavelength range. Opt.
Express 16(6), 4029–4047.
McConnell, G., Smith, G.L., Girkin, J.M., Gurney, A.M. & Ferguson, A.I.
(2003) Two-photon microscopy of fura-2-loaded cardiac myocytes
with an all-solid-state tunable and visible femtosecond laser source.
Opt. Lett. 28(19), 1742–1744.
Norris, G., Amor, R., Dempster, J., Amos, W.B. & McConnell, G. (2012a)
A promising new wavelength region for three-photon fluorescence mi-
croscopy of live cells. J. Microsc. 246(3), 266–273.
Norris, G., Amor, R., Dempster, J., Amos, W.B. & McConnell, G. (2012b)
Increased signals from short-wavelength-excited fluorescent molecules
using sub-Ti: Sapphire wavelengths. J. Microsc. 248(2), 200–207.
C© 2015 The Authors. Journal of Microscopy published by John Wiley & Sons. Ltd on behalf of Royal Microscopical Society.
V I S I B L E W A V E L E N G T H T W O - P H O T O N E X C I T A T I O N 9
Palero, J.A., Boer, V.O., Vijverberg, J.C., Gerritsen, H.C. & Sterenborg,
H.J.C.M. (2005) Short-wavelength two-photon excitation fluorescence
microscopy of tryptophan with a photonic crystal fiber based light
source. Opt. Express 13(14), 5363–5368.
Patterson, G.H. & Piston, D.W. (2000) Photobleaching in two-photon
excitation microscopy. Biophys. J. 78(4), 2159–2162.
Quentmeier, S., Denicke, S. & Gericke, K. (2009) Two-color two-
photon fluorescence laser scanning microscopy. J. Fluoresc. 19, 1037–
1043.
Roth, B.L., Poot, M., Yue, S.T. & Millard, P.J. (1997) Bacterial viability and
antibiotic susceptibility testing with SYTOX green nucleic acid stain.
Appl. Environ. Microb. 63(6), 2421–2431.
Sako, Y., Sekihata, A., Yanagisawa, Y., Yamamoto, M., Shimada, Y.,
Ozaki, K. & Kusumi, A. (1997) Comparison of two-photon excitation
laser scanning microscopy with UV-confocal laser scanning microscopy
in three-dimensional calcium imaging using the fluorescence indicator
Indo-1. J. Microsc. 185, 9–20.
Xu, C. & Webb, W.W. (1996) Measurement of two-photon excitation cross
sections of molecular fluorophores with data from 690 to 1050 nm. J.
Opt. Soc. Am. B 13(3), 481–491.
Xu, C., Zipfel, W., Shear, J.B., Williams, R.M. & Webb, W.W. (1996)
Multiphoton fluorescence excitation: new spectral windows for biolog-
ical nonlinear microscopy. Proc. Natl. Acad. Sci. USA 93(20), 10763–
10768.
Zipfel, W.R., Williams, M.R., Christie, R., Nikitin, A.Y., Hyman, B.T. &
Webb, W.W. (2003) Multiphoton fluorescence excitation: new spectral
windows for biological nonlinear microscopy. Proc. Natl. Acad. Sci. USA
100(12), 7075–7080.
C© 2015 The Authors. Journal of Microscopy published by John Wiley & Sons. Ltd on behalf of Royal Microscopical Society.
